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□ liBlt&^rr^rat^CS.Qll^ti5Bi l ^P|| p§fiini^| 

L10: Entry 52 of 237 Pile: PGPB Sep 4< 2003 

PGPUB -DOCUMENT-NUMBER: 20030165475 
PGPUB- FILING-TYPE: new 

DOCUMENT- IDENTIFIER: US 20030165475 Al 

TITLE: Non- lethal methods for conditioning a recipient for bone marrow 
transplantation 

PUBLICATION-DATE: September 4, 2 0 03 
INVENTOR - INFORMATION : 

NAME CITY STATE COUNTRY RULE-47 

Ildstad, Suzanne T. Wynewood PA US 

US -CL- CURRENT: 424 / 93.7 ; 424 / 144.1 , 514/110 
CLAIMS : 

What is claimed is : 

lnM^ h0d ,i° r conditionin 9 a recipient for bone marrow transplantation comprising 
cGv'to 550 cGv T^ ien H J° ' reatrt ? nt With a dose of total body irradiation Lorn 50 
cGy to 550 cGy, followed by transplantation with a donor cell preparation 

^ t ^^ n \ h T t ° POiet i C -, Stem C£llS WhiGh are not compatible with the recipient at 
the major histocompatibility complex, to achieve stable engraftment of donor 
disease 016 ^ 0 ^ CellS ' ™ ith ° Ut the development of lethal graft -versus -host 

2 The method of claim 1 in which the recipient is further treated with an 
alkylating agent before, during, or after total body irradiation. 

3. The method of claim 2 in which the alkylating agent is cyclophosphamide. 

4 The method of claim 3 in which the cyclophosphamide is administered at a dose of 
between 50 mg/kg and 250 mg/kg. 

or ^activffrLm^;^; ^ f ^ reci P ient is fur ther treated with an antibody 

or an active fragment thereof before, during, or after total body irradiation. 

6. The method of claim 5 in which the antibody is reactive with the CDS cell 
surface marker. 

surface m marker° f Claim 5 ^ ^ 3ntibody is "active with the CD4 cell 

aik^ating^gent Claim ' " WhiCh ^ recipient is f ^ther treated with an 
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9. The method of claim 1 in which the donor cell preparation is obtained from a 
human . 

10. The method of claim 1 in which the donor cell preparation is obtained from a 
non-human primate. 

11^ The method of claim 1 in which the donor cell preparation is obtained from a 

IL^L^l^^ -^ aim 1 ln WhiGh the d0n ° r Cel1 Preparation further comprises 
hematopoietic facilitatory cells having a phenotype of CDS . sup + 
. alpha.. beta. TCR. sup.-, and .delta. .gamma. TCR. sup. - . 

oraffversuf L°J ^ ' ^ d0n0r Cel1 P"P*»tion has been depleted of 

grart-versus-host-disease producing cells. 

14. A method for conditioning a recipient for bone marrow transplantation 

reci P ient with antibodies or active fragments thereof 

bv Da ° It™* °l, CD \ Ce11 SUrfaCe markerS ' or in combination, followed 

by transplantation with a donor cell preparation containing hematopoietic stem 
cells which are not compatible with the recipient at the mljor histocompatibility 
complex to achieve stable engraftment of donor hematopoietic stem cells, without 
the development of lethal graft -versus -host disease. 

alkv^atinf ^ fw aim ^ ^ WhiCh the reci P ient is f ^"her treated with an 
alkylating agent before, during, or after total body irradiation. 

16. The method of claim 15 in which the alkylating agent is cyclophosphamide. 

17 The method of claim 16 in which the is administered at a dose of between 50 
mg/kg and 250 cyclophosphamide mg/kg. between 50 

IL ,TLT th ° d Clai V 4 in which the recipient is further treated with a dose of 
total body irradiation from 50 cGy to 550 cGy. 

19. The method of claim 14 in which the donor cell 
human . 

non-^arprima^. 013 ^ " ^ ^ ^ ^ P^»»tion is obtained from a 

21. The method of claim 14 in which the donor cell preparation is obtained from a 

tl ma l he me thod °f claim 14 in which the donor cell preparation further comprises 
hematopoietic facilitatory cells having a phenotype of CD 8 sup + P 
•alpha. .beta. TCR. sup. -, and .delta .. gamma . TCR. sup .- . ' ' 

23 The method of claim 14 in which the donor cell preparation has been depleted of 
graft-versus-host-disease producing cells. aepietea of 
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L10: Entry 64 of 237 



File: PGPB 



Jun 19, 2003 



DOCUMENT- IDENTIFIER: US 20030114379 Al 

TITLE: Methods of treating or preventing cell, tissue, and organ damage using human 
myeloid progenitor inhibitory factor- 1 (MPIF-1) 



Detail Description Paragraph : 

[0490] Damage may be caused by depletion of potentially mitotic cells (known as the 
stem cell model); vascular injury causing hypoxia and other effects; normal host 
repair responses including induction of immediate early genes such as Jun and EGR1 
induction of proinflammatory cytokines such as interleukins and TNF, induction of 
inflammatory cytokines such as TGF.beta., PDGF, BFGF, and induction of secondary 
cytokine cascade (s); effects of inflammatory responses; interactions between 
multiple cell types such as inflammatory cells, stromal functional cells and 
fibroblasts 

Detail Description Paragraph : 

[0492] Fibrosis may be induced in one or more ways: monocytes and macrophages 
present in the irradiated tissue are induced to produce proinflammatory cytokines 
thus recruiting additional macrophages in an inflammatory response; the initial 
loss of epithelial and stromal cells induces inflammation; irradiation induces 
expression of fibrogenic cytokines through induction of AP-1. 

Detail Description Paragraph : 

[0531] Additionally, mesenchymal cells, stromal cells, hair cells/foil i d PS 
adipose (fat) cells, cells of simple epithelial tissues (squamous epithelium, 
cuboidal epithelium, columnar epithelium, ciliated columnar epithelium and 
pseudostratified. ciliated columnar epithelium) , cells of stratified epithelial 
tissues (stratified squamous epithelium (keratinized and non-keratinized) , 
stratified cuboidal epithelium and transitional epithelium) , goblet cells 
endothelial cells of the mesentery, endothelial cells of the small intestine, 
endothelial cells of the large intestine, endothelial cells of the vasculature 
capillaries, endothelial cells of the microvasculature, endothelial cells of the 
arteries, endothelial cells of the arterioles, endothelial cells of the veins, 
endothelial cells of the venules, etc., and endothelial cells of the bladder may be 
treated with MPIF-1 to reduce or prevent cytotoxic damage. 

Previous Doc Next Doc Go to Doc# 
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L10: Entry 74 of 237 



File: PGPB 



Mar 27, 2003 



PGPUB -DOCUMENT-NUMBER: 20030059412 
PGPUB-FILING-TYPE: new 

DOCUMENT- IDENTIFIER: US 20030059412 Al 

TITLE: ISOLATED STROMAL CELLS AND METHODS OF USING THE SAME 
PUBLICATION -DATE: March 27, 2 003 




424/93^21; 435/352, 435/372, 435/440, 435/455, 536/23.5, 536/24.1, 



APPL-NO: 08/ 913918 [PALM] 
DATE FILED: December 8, 1997 




lis is a publication of 
1.53 (d) . 



a continued prosecution 



PCT-DATA: 
DATE -FILED 
Mar 28, 1996 



APPL-NO 
PCT/US96/04407 



PUB -NO 



PUB -DATE 



3 71 -DATE 



102 (E) -DATE 
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□ ™^em;enateite§llSe"ti&"gl 



L10: Entry 113 of 237 



Mar 14, 2002 



DOCUMENT- IDENTIFIER: US 20020031824 Al 

TITLE: Method for homing hematopoietic stem cells to bone marrow stromal cells 
Abstract Paragraph : 

larrow^S™? P6 " ainS " a method for hematopoietic stem cells to bone 

opneHn , i ? * hOSt " The method c ° m P r ^es ( administering to the host 

IZll I ly-engmeered hematopoietic stem cells capable of expressing a fLsfc 
member of a Izgand-receptor binding pair. The stem cells are administered to the 
. host under conditions whereby binding of the first member of the ^gand receptor 
stromal* t0 S6COnd memb6r ° f the ^Sand-receptor binding pa!" p"s"nt on 

^gp^l cells occurs thereby homing the stem cells to the stromal ceils This 
method as useful for transplanting bone marrow in a host or^TEreating a nost 
afflicted with a disease associated with a disorder of the bone marrow 

Summary of Invention Paragraph : 

rererr^T" term ^ Cultures (LTBMC) contain two major cell populations 

cells "t vLi^s°SL tmen ? S - hemat °P°-tic stem cell compartment, ^ont^ins 

adherent c 2? i ° ^ renSWal Ca P acit y and differentiation and the 

^L^^: ™ ~r>* £!Sf .Ear 1 """ — - - 

Summary of Invention Paragraph : 

[0003] Bone marrow transplants are widely used for treating congenital disorders of 

„ marrow or hematopoietic stem cell, e.g. aplastic anemia, acute leukeSas 

recurrent lymphomas, or solid tumors. Prior to receiving a bone marrow transplant' 
;" Cipi ! nt \ S P re P- ed *Y ablating or removing endogenous rec" tranS P lant < 

intravenously and have been demonstrated to home to multiple sites within the 
Summa ry of Invention Paragraph : 

genetically-engineered hematopoietic stem cells capable of expressing Tfi 
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^rsxrsuzzz tit :st;rSnr' - 

Summary of Invention Paragraph - 

marrow stomal Tll^Tl f ^ hem ^opoietic stem cells to bone 

marrow stromal cells an a host can comprise a first step of administering to the 
host stromal cells capable of expressing a first member of a ligand- receptor 
^-^^^ 

Summary of Invention Paragraph - 
Brief Descripti on of Drawings Parag raph .- 

[0011] fig 1 is a schematic showing the transfection of a stromal cell line with 
for JhT S£ V 10n V ^ tor . containi *g the Mo-MuLV LTR, the entire-c^g" region "95 S) 

scheme " reS "" n « *> -y"Pl>anol ic acid is also depicted £ the 

Br ief Description of Drawings Paragrap h- 

addition to the biochemical evidence for release of tpp al „v,» ^ u ^ 

Brief Description of Drawings Paragrap h- 

TO^lnS 08 ' ^ 38 9raphS d£ P ictin 9 the support of 32D-EGFR cells by a 

?2 5 s io° GPTGF . alpha . stromal cell line. The 32D-EGF-R cells Y 

GPTGF aTSha c n s \r re ^ Cultivat ed with confluent cultures of GBL/6 or 

^^11^ JarvesS anTc^ed"^!^ w^re^Y^ f ^ ™~ 
volume of fresh medium. The results are expressed as \Z L c ^ an 6qUal 

flas ks per experiment. FIG. 3 A shows tL^J^'nSLrS ^obb^n^reas 
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ofn^ 1 over fifty days in culture. FIG. 3B shows the cumulative production 
GF " r:? , C f l?/«ask for over fifty days in culture. Factor -dependent 32D- 
* ? 11 f 1 plated ^thout mterleukin-3 (IL-3) or epidermal growth factor (EOF) or 
stromal cells were not viable at four days in culture and did not adhere to 
EGFR ceilf ?n 6 T a . St f° ng a " d clear effect th *t GPTGF . alpha . cells support 32D- 
Cells in Vitro in the adherent population and growth after detachment. 

Detail Description Paragraph : 

bn^ 9 L ThiS i " Vent 1 ion Pertains to a method for homing hematopoietic stem cells to 
oen^To^r C f; S in 3 h ° St - The meth ° d co-Priees administering to the host 

S 7 f ngin r rSd hemat °P oi etic stem cells capable of expressing ?he first 
member of a ligand receptor binding pair under conditions whereby binding of the 
fecent me t er H° f ^ rece P tor bindin 9 P»ir to a second member of tL ligand 

ce^lf to trSoS^e?^ 36 " ^ CellS ' — ™ h ° mi - "t« 

Detail Description Paragraph : 

[0020] When it is desired to replace the stroma in a host, the method comprises a 
memLr admn t Bterin 9 t0 the host ^romal cells capable of expressing a ffrst 
caSSL o/ ligand . rece P tor bindi »9 Pair followed by hematopoietic stem cells 
capable of expressing a second member of a ligand receptor binding pair. The cells 
are administered under conditions whereby binding of the ligand to ?he receptor 
occurs thereby homing the stem cells to the stromal cells. receptor 

Detail Description Paragraph : 

il^lV- I ? 1 this embodiment, either the stem cells or the stromal cells are 
M^nH 7 " en9 r eere u t0 Pr ° Vide thS ca P* bili ty of expressing the appropriate 
ligand or receptor. When the methods are used to treat a host afflicted with a bone 
c^re a :f° Clated diS6aS "' 3 the -P-tically effective amount of stomal 1 ^ 
capable of expressing a first member of a ligand receptor binding pair an d a 
therapeutically effective amount of hematopoietic stem cells capable of expressing 
a second member of the ligand receptor binding pair are administered to S Sort 
Detail Description Paragrap h: 

[0023] The hematopoietic stem cells and bone marrow stromal cells are preferablv 
wM c rLr m I SI T ieS ° f h ° St bein9 trSated ° r can-^dirlved from f 
Srolf inV °^ e significant in ™ responses in the host. The stem cells or 

stromal cells can also be derived from the host if the cells are functioning 
properly. The^tromal and/or stem cells can be removed from the hos? anS cuttured 
using conventional techniques. Examples of human haematpoietic stem cell Snes 
Tong term b* " ^ invention include nonadherentcells derived from "man 

long-term bone marrow cultures. See Greenberg, H. M . , et al, Blood 1981 Vol 58 

humln 4 ; 732 ' C ° ntentS ° f Wh±Ch ****** incorporated * -fe^nce Examples if 

FiSgerSd TIT tnT^ ^V" 01 ** 8 f 101 < ™102. 'KM103, KM104 and KM^ See 
*iczgera±d et al, Int. J. Radiation Oncology Biol. Phys . Vol 15 pp 1153-59 mqbbi 
the contents of which are hereby incorporated by reference. 

Detail Description Paragraph : 

[0024] The hematopoietic stem cells or stromal cells can be genetically-engineered 
using conventional techniques. The DNA encoding the desired ligand or rector can 

Detail Description Paragraph : 

sill' r^rtrs:- ^^z^rz >r"v n * ££inity <~ — 
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factor (EGF? HTlr.t T receptor TGFR ) or EGF Receptor; (EGFR) epidermal growth 

? . '' ° r necrosis factor-, alpha. (TNF- . alpha . ) and tumor 

necrosis factor-receptor (TNFR) ; interferon and interferon receptor; platelet 

r:c^tor 9r ^d- faCt rH (P f GF) ^ PDGF reCept ° r; transferrin and'traneferSn 
receptor; av din and biotin or antibiotin; antibody and antigen pairs; interleukin 
coLn ^ ^^• reC f t ° r (includin 9 types 3, 4 and 5); granulocyte -macrophage 
ttctor MCSF "and^Sr 0 " (G " CSF > ■ GMCSF receptor; macrophage colony stimulating 
fnS r nil receptor; and granulocyte colony stimulating factor (G-CSF) 

rirst"m!mbr CeP ; ^^-binding pair can be a pai/wherein tne 

first member is naturally-occurring and the second member is provided using 
genetic-engineering techniques. For example, the stromal cells can be geneticallv- 
Sno e of ^ in8ertin ? DN * -coding sugar receptc^nd this will enhance Jhe 7 
lualrVJ ? m C6lls . t0 ^e stromal cells based upon the naturally-occurring 
U988) PreS6nt ^ St6m C6llS (MzaWa St al; EXP - Hema tol. 16. 811-sL 9 

Detail Description Paragraph : 

[0027] The cells can be administered by subcutaneous or other injection or 
intravenously. In methods for treating a host afflicted with a lone marrow 
associated disease, a therapeutically effective amount of stem cells or stromal 
or effects of TIT SUfficient t0 -ignif icantly reduced or eliminate thfgmpToms 
or effects of a bone, marrow associated disease. The therapeutically effective 
based a ?T 1£ V tered t0 * host will be determined on an individual LLs and will be 
svmnt™f/TV n P T ' ° n considera tion of the individual's size, the severity of 
symptoms to be treated, and the results sought. Thus, a therapeutic effective 
amount can be determined by one of ordinary skill in the art of empltyitg suth 
practice in using no more than routine experimentation. Paying such 

Detail Description Paragraph : 

Generation of a Bone Marrow, Stromal Cell Line and Purified Hematopoietic Stem Cells 
Detail Description Paragraph : 

[0029] I Human bone marrow stromal cell lines can be established using the techniaue 
347^3488 (^85) ^ ^ ^ BUP " ^ ^ PNAS USA 83 ^ 

cultures ui^ ih.T n m °! llB ^ be P urified from long-term bone marrow 
cultures using the techniques described in Greenberg, H. M. , et al Blood iQfli 
Vol. 58, pp 724-732, the contents of which are hereby incorporated ' by reference"! 
Detail Description Paragraph : 

descr!hS%i eCt0rS ; P ^P TGF - al P ha - a "d pzipsv(x), were constructed as previously 
described (Fmzi et al . , PNAS USA, 84: 3733-37 M9R7}. w-i n -i =™ ~- i ^ e *- LOUS - L y 
476-78 (1984). Murine GBl/ 6 ^al cells'werl ' transf ectla" th p^F^a ^ 
using electroporation as described by Pierce et al . (Science, 239: 628-31 U98 8) ) 

P P G W aS J" mediUm replaCed and the celis — selected lor ' 

? t ? ' transfectants in 1 mg/ml G418 (Gieneticin GIBCO) . Cells which were 
resistant to G418 were expanded and assayed for TGF-. alpha, production ThfceS 
nof I 1 ? 1 " 9 ^ DNA encodin 9 TGF-. alpha, were labeled GP-TGF- alpha a control cell 
GS/^ce^ T S 9eneratSd ^ defective retroviral vector infection of the Site 
w! w I / 6 USin9 24 " h ° Ur CUltUre supernatants from 4. sub. 2 cells transfected 
with the PZip/neo DNA. This control cell population was labeled GBlneo Sm 

Detail Description Paragrap h: 

sttt^e 1011 ° f 3 0611 LinS that Ex P resse ^ Pro TGF-. alpha, on the Cell 

Detail Description Paragrap h: 

[0033] The murine bone marrow stromal cell line grt le. cm,™, <- 
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?S?f n t^' ^lesaria et al, Proc. Natl. Acad. Sci . USA 84, 7681- 

7685 1987); Greenberger et al, cited supra). GB1/6 cells were transfected with the 
retrovirus expression vector pZip-TGF. alpha, containing the entire coding region 
for human proTGF- . alpha . transcribed under the control of a retroviral LT« !finzi 
rev (198?)) t0 ° btain a GB1/6 *«iv«tive that would express pro- 

TGF-. alpha The same vector lacking the proTGF- . alpha . cDNA insert, pZIP/neo was 
introduced into GB1/6 to generate a control cell population. The resuming ceils 
expressmg these vectors were designated GP-TGF- . alpha . and GBlneo RTM 
EJ! 1 *^; ^ Selected for resistance to G418 conferred by expression of 

M984M i ranS P° S ° n neom y cin resistance gene (Cepko et al, Cell 37:1653-62 

ilMl S ^ t ;? i r ectors - Both cell ^ss populations were expanded and 

«Zl Y t 5°^ ^ Sir ahlllt y to express proTGF- . alpha . . Northern blot analysis 

a l ir 86 ^ ° f P roTGF "- al P h - ™ with the expected 4.8 kb size in 
-nIT'nS ' f n ° detectable expression of the .endogenous TGF-. alpha, 

gene m GBlneo. RTM. cells (FIG. 2) . ^ 

Detail Description Paragrap h: 

Rec^of^ Geneti cally-Engineered Hematopoietic Cell Line Expressing the EGF 
Receptor to Stromal Cells Expressing proTGF . alpha . 

Detail Description Paragraph : 

[0042] 32D-EGFR cells were cocultivated with confluent monolayers of GP-TGF- alpha 
stromal cells in the absence of any added IL-3 or EGF. Within four to six Lvf ^o 
32D-EGFR cells began to form foci of flattened adherent Tt h appro^imaCiy To 

island ° CUS lF1 ?-„ 6 l ^ mor P hol °^ of ^ese foci was typical of thf-cSSesione 
islands" generated by primary cultures of bone marrow haematpoietic progenitors and 
Stomal cells (Dexter et al, J. Cell. Physiol. 91, 335-344 1977- WilMams et Tl j 
Cell Physiol. 102, 287-295 1977; Greenberger, cited supra; AnkiesarJa et tl cited 
!!?; a : T ,? 2D "f FR 0611 iSlandS Passively increased in size (>25 ' 
Cell adhet^n nU T e l ^ etW6en dayS 6 and 40 ° f ^cultivation (FIG. 3A, a bars) . 

Cell adhesion and .island formation were not detected when 32D-EGFR cells were 

tSf 1121 C TS GB1 ^?- R ™- Cells ' or "hen 32D cells were cocultiv^ed with GP- 
TGF-. alpha, cells or GBlneo cells. RTM. (FIG. 3A, bars b, c and d) . 

Detail Description Paragraph : 

EGFr'L^ 3 ^^ 10 ^' 0 . 3 "^ 11 ^ t0 the Stromal - la ye*> th e adherent foci of 32D- 
EGFR cells were able to continuously release viable hematopoietic cells into the 
culture medium- for at least forty days in culture (FIG. 3B, .alpha bars) Cells 
Tl 6 1988 ; UltUre r d± T P henot VP e of normal 32D-EGFR cells ^Pierce et 

J' 19 ' Z f 33 determined h Y the ^ ability to respond to both EGF and 

IL-3, and to form colonies in semisolid medium (data not shown). In contrast there 
were no viable cells (FIG. 3B, bars b and d) or less than 1% of tS initS 
innoculum (FIG. 3B c bars) produced when hematopoietic -stromal cells were 
cells nTI^H COmbinatlon ^ °ther than 32D-EGFR/GP-TGF- .alpha. . Hematopoietic 
wTjif P l at f al T g in s erum-supplement medium without IL-3 or EGF lost viability 

of" stromal V° TT^™ h ° UrB " ° ther C ° ntro1 flasks containing monomers 

of stromal cells alone had fewer than 0 . 1% of the cells in the culture Lpernatlnt 



Detail Description Paragraph : 
[0049] 
(BUdR) 



i-"^o<~±. xiji-j.uii f aragrapn : 
\l\ T ° di ^inguish between these two possibilities, 5-bromo-2' deoxyuridine 
.— 1R) was added to nine day old and twenty-one day old cocultures and allowed to 

anti-BUdR andibody .and rhodamine- conjugated secondary antibody. The stro^ cell* 
were essentially quiescent with fewer than n «;* <-iL -> • i . suromal cells 
under any of tZ conditions e t I and Table 2)^1 llonT^ 

of adherent 32D-EOFR cells incorporated BUdR^nto^nuc^ 9 ^T^TKS^. 
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In nine day old cocultures, this proportion increased progressively with time of 
exposure to BUdR, reaching 3 8% of the adherent cells after a twenty-four hour 
exposure to BUdR. In twenty-one day old cocultures, as many as 30% of the cells 
became labeled after only three hours of exposure to BUdR, but this proportion 
increased slowly with extended labeling times (Table 2) . In contrast to the high 
labeling index observed in adherent cells, only 10% or fewer of the non-adherent 
cells recovered fromn the cocultures became labeled (Table 2) . This number included 
any cells that detached from the monolayers during collection of the media at the 
end of the labeling period. Furthermore, removal of the non-adherent cells from the 
cultures before a short (three hours) labeling of the cell layers with BUdR had 
essentially no effect on the proportion of adherent 32D-EGFR cells containing 
labeled nuclei (Table 2) . From these results, it was concluded that 32D-EGFR cells 
replicated their DNA while they were bound to membrane proTGF- . alpha . on the 
stromal cell monolayer. 

Detail Description Paragraph : 

RECOVERY OF DONOR ORIGI N STROMAL (GPTGF . alpha . ) AND HEMATOPOIETIC (32DEGFR) CELLS 
FROM TRANSPLANTED MICE 

Detail Description Paragraph : 

[0050] The presence of donor origin stromal cells were detected by plating fresh 
bone marrow from control and transplanted mice (9 weeks after transplant with 
GPTGF. alpha, cells and 1 week after a second transplant of 32D-EGF-R cells) at 
5. times. 10. sup. 5 cells/60 mm dish and selecting with 300 .mu.g/ml of G418 Results 
are shown in Table 3 as the mean=SD of 3 plates/hind limb from each of the three to 
.five mice per group. 

Detail Description Paragraph : 

[0052] The data indicates that C57BL/6J mice are stably engrafted in vivo with a 
clonal stromal cell line producing recombinant TGF. alpha. (GP-TGF . alpha ) to 
provide an in vivo microenvironment to which 32D-EGFR cells will home. As shown in 
Table 3, mice prepared for high dose irradiation of both hind limbs and a total 
body irradiation dose which was sublethal were engrafted in vivo by intravenous 
injection of the GP-TGF. alpha, cell line. Six months later, the animals received a 
total body irradiation dose and injection intravenously, of 32D-EGFR cells Donor 
origin stromal cells were then measured several week later by explant of adherent 
cells showing neo.RTM. resistance (a selection marker linked to the TGF. alpha 
construct) and hematopoietic cells showing mycophenolic acid resistance (a 
resistance gene linked to the EGFR construct) . The controls included animals 
irradiated and injected with the stromal cell line only, and other animals 
irradiated and injected with the TGF. alpha, producing stromal cell line and then 
with the 32D cell line that did not have the EGFR receptor. The results showed that 
only m combination of GP-TGF . alpha . cell line engrafted, and then 32D EGFR 
inoculation, was there evidence for survival of 3 2D -EGFR cells in vivo 
Furthermore, these cells were only detected at sites of stable engraftment of GP- 
TGF. alpha, stromal cells. Mice not injected with the stromal cell line, but 
inoculated with 32 -EGFR cells, showed no detectable hematopoietic cells at the same 
time interval. Thus, the data provide in vivo evidence for the engraftment of 
stromal cel1 lines followed by homing of hematopoietic stem cell lines using the 
receptor ligand interaction as the mechanism for homing of hematopoietic to the 
stromal cells in 

Detail Description Table CWU : 

3 TABLE 3 TOTAL NUMBER (% RESISTANT)* HEMATOPOIETIC CELLS 125. sub. I - EGF STROMAL 
CFS L F/™ S (J imb ° 418 - SU P- 1 Mycophenolic acid. sup. I .times. cpm/l0.sup.5 MICE 

CFU-F/LIMB 10. sup. 5 cells Control RHL 2.0 .+-. 1.9 0.8 +- 0 45 0 7 + 0 1 
GPTGF. alpha. (3.0 .+-. 2.9%) (2.2 .+-. 1.2%) +32DEGFR LHL 0 1.3 0.96 NT (0) 

(3.6 2.6%) TRANS- RHL 11.3 1.7** 9.2 3.4 4.7 0 16 PLANTED 

+GPTGF. alpha. (17.3 . + -. 2.6% (30 . + -. 11%) +32DEGFR LHL 11.0 . + - 3 0*M5 2 + 
8.0 N.T. (16.9 .+-. 4.6%) (51 26%) *% resistant cells: number of cells' 
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CLAIMS : 

nrlfsTTS 1 ""I-?' thS h ™«°P°i«ic stem cells are^Sically-inS'eered to 
provide the capability of expressing the appropriate llgand or receptor 

^ th ° d *" ordia 3 to 2 "herein the bone marrow stromal cells are selected 

from the group consisting of GBL/ 6 , KM101, KM102, KM103 , KM104 an d K105 Selected 

e^e^i^a'uSd" 9 ° la±m ' ^"^ <* 
SSS™ 1 .^^^^^ ™ transcribed 3 . „ e^i'g I 

IS™ 

— - SceLr^~fe^ 2= ceils 
liganror l re a ce^tor 31neered '° <=-""*X ° £ «P~..& the aPProprS. 

selectrd C frl a tT rdin9 t0 Clii °. 11 " h «« 1 ° '"e bone marrow stromal cells are 
selected from the group consisting of GBL/6 , KM101, KM102, KM103, KM104 and KM105. 

e^«sSg°a ligS" 9 " ^ " " h " ei " thS ^mal cells are capable of 
™:Sr:f 1 a V ng:„d^ce1tor 9 b3i»1 i pair S * " ™ « 

the stroll cells or hematopoietic stem ceils ^ ^SS^^E^^ 
h"p://wesibrs : 9000*i„/gate.ex^^ 2/16/05 
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the capability of expressing the appropriate ligand or receptor. 
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L10: Entry 160 of 237 Fi 1 p • iicpt 

tile. USPT Sep 19, 2000 

DOCUMENT- IDENTIFIER: US 61212 70 A 
TITLE: Epoxide -containing compounds 

Brief Summary Text (16) : 

The invention includes a method for modulating an immune response or a cellular 

effectiee'^unrof °* ^ adminisLrLg an 

effective amount of an inventive compound. Particularly, on a cellular or 
biochemical level, the inventive compounds have been fiund to inhibit a specific 
Sndf tot 1 ^^ 8 ^, 13 ^^ that am P lifies * within a celT T h is pathwaj 

tends to be activated m response to noxious or inflammatory stimuli. The invLtive 
compounds also decrease proliferation of tumor cells in response to an activated 
oncogene; stimulate hemopoiesis in the presence of agent s^hich inhibit 
hemopoiesis, such as chemotherapeutic agents; suppress the activation of T-cells 
in the presence of antigen and the secretion of antibodies by B-cells in the 

endotoxins' t^ 9 ^ ^ * Ctivation ° f prophage al enSttelSl^lls by 

endotoxins, tumor necrosis factor (TNF) , onterleukin-1 (IL-1) or granulocyte 
macrophage colony stimulating factor (GM-CSF) ; enhance the resistance of 
endotheSal ctlll ^ . inhibit the Proliferation of smooth muscle cells, 

sScS as nll^ll « fibroblasts and other cell types in response to growth factors, 
factor (FGF) eoiSr'T .^V^^ (PDGF) , PDGF-AA, PDGF-BB, fibroblast growth 

a fla ' ? \ 9 faCt ° r ' ^c; inhibit the activation of T- 

^hi nrJrf ? "P^cation m response to human immunodeficiency virus; inhibit 
the proliferation of kidney mesangial cells in response to IL-1- prevent ^ 
suppression of Steel factor (also called stem cell factor, mast cEl growth factor 
interieuLTs i L 9 6r Ul °S Yte Stimulatin * factor W-CSP) , oncostatin M or 

" " n ~t ( lt ] marr ° W - stromal cells in response to TNF; suppress 

infltT ? a ^ eS1 ° n tolecules in endothelial cells and suppress adhesion or 

^T^-^^^ 0 ^ 1 ^-^^^ <* — ey medial 



Iy^xic r e?fect bUlar "t 113 .^ 
cytotoxic effects m gastrointestinal or pulmonary epithelial cells in resnnn^TTo 
a cytotoxic drug or radiation; enhance the antitumo/ef f ects in Jumor cells in 
;; t X!: 3 nonalk ^ lati ^ antitumor agent; suppress the production of 
metalloproteases in synovial cells, other fibroblasts and a glomerular epithelial 
cell m response to inflammatory stimuli, such as TNF, IL-1 Ld the like inhibit 

Tidbit de f aranT^ aSt -T iVatin9 faCt0r ( ° AP) ^ -teoclaS in re spons e to IL - 
1, inhibit degranulation of mast cells and basophils in response to IgE- modulate 
neural patTavs^u^ °' ■ the "^transmitters epinephrine and acetjL£JinT£ 
neural pathways utilizing these transmitters, block activation of platelet 
activating factor in inflammation cells - - pxatexet 



:: n rr y ln intlamma tion cells, block release of TNF and IL-1 in various 

cell types m response to inflammatory stimuli, block activation and prolileratio, 
of lymphocytes and other cell types to IL-1 and interleukin-2 (IL 2) , and the lik 
including the clinical manifestations of these cellular and biochemical events 
finq Description Text (5) : 

4 shows a comparison of 1605, 1808 and 1906' on PDGF-induced (platelet derived 
th factor) proliferation of human stromal cells. Human stromal cells were 
ved in serum-free media for 24 hours and then stimulated^!^ la,JTS ^ 



Drawing Description Text 
FIG. 
growth 

BB ai ^h d Hr — l -^^^ aia Ior 24 ^urs and then stimulated with~50 ng/ml of PDGF 
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stimulation to measure cellular proliferation. Background counts were approximately 
5% of control levels. All three drugs inhibited PDGF-induced stimulation in a dose 
response fashion. 

Detailed Description Text (265) : 

This example illustrates the effects of inventive compounds nos . 1114 1413 1560 
1565, 1594, 2518, 2548R, 2548S and 3503 as effective inhibitors of normal human ' 
bone marrow stromal cells (MSC) proliferation in response to Platelet Derived 
Growth Factor BB (PDGF B) and IL-1. alpha. (50 and 10 ng/ml, respectively). Maximum 
proliferation occurs when both PDGF B and IL-l". alpha, are present, hence a 
combination of both were used in the following assay. 

Detailed Description Text (277) : 

This example illustrates a comparison of inventive compounds nos. 1605, 1808 and 
1906 on PDGF-induced (platelet derived growth factor) proliferation of human 
stromal cells. Human stromal cells were starved in serum-free media for 24 hours 
and then stimulated with 50 ng/ml of PDGF-BB. The drugs were added at various 
indicated concentrations one hour prior to PDGF stimulation. Tritiated thymidine 
was added for 24 hours at the time of PDGF stimulation to measure cellular 
proliferation. Background counts were approximately 5% of control levels. As shown 
in FIG. 4, all three drugs inhibited PDGF-induced stimulation in a dose response 
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L10: Entry 164 of 237 



Jan 18, 2000 



DOCUMENT- IDENTIFIER: US 6015554 A 

TITLE: Method of reconstituting human lymphoid and dendritic cells 
Detailed Description Text (20) : 

Once the RA . sup . + and/or 10. sup. + cells have been isolated, they may be procaaated 
Zl SS:iS d l ; r COn S iti ° ned mediUm fr ° m stromal cells, snc h as stroll r.^Ttt 
for tie Zt I 7 ^^r' f£tal thYmUS ° r fStal liver < and *™ ^own to provide 

for the secretion of growth factors associated with progenitor cell maintenance or 
co-culturing with such stromal cells, where the stroLl ..n B may be autoJogSus ' 
allogeneic or xenogeneic. Before using in the co-culture, the mixed stromal ce^i 
preparations may be freed of hematopoietic cells employing irraSatiS^oSxTc 
drugs or appropriate monoclonal antibodies for remova/of 9 the undesired SlIT^ 
t an ^ lbod y^°^ conjugates, antibody and complement, etc. Alternatively 
xenogen eic 0 " 1 ~ ^ *** ^ the S ^ oma ^ ™ay be allogeneic Jr 

Detailed Description Text (25) : 

Further demonstration of the dif f erentiative capacity of the various cell 
populations might be accomplished by the detection of myeloid Sd NK cell 
production ln the stromal cell assays described in the Examples that Slow. 

Detailed Description Text (68) : 

AC6 21 stromal cell monolayers were established one week prior to the experiment bv 
100 mu 1 1 -^ mes H 10 - su P- 4 A «.21 cells per well of a 96-weIl flat bottom pSHn Y 
100 mu.l of medium consisting of 50% IMDM (jrh Biosciences), 50% RPMI with 10% FCS 
XHyclone), 4 times. 10. sup. -5 M (2-merca P toethanol , 10 mM HEPES, penicillin (100 
Sorted ti? yC ^. (10 ° • mU - 9 ' /ml) (p / g ) and 4 mM glutamine (^Biosciences) 
Sorted cells were distributed at 100 cells per well on the pre-established AC6 21 
cell monolayer in medium containing IL-3 (10 nq/ml) IL-6 (in n „/™n a 7? a C6.21 
inhibitory factor (LIF) (50 ng/ml) 9 (Sandoz Pharm^ ' H aL of the^iLtnt co^nSnLa 

"rv^trd^^ 130 ^^ 6 ^ 17 - At Snd ° f the three week 1-g cu^ure L"s were 9 

harvested by pipetting, counted and transferred to subsequent assays. 

Detailed Description Text (74) : 

Co-cultivation of ABM subsets on the murine bone marrow stromal cell line AC 6 21 
was done m the presence of il-3, IL-6 and LIF . The addiliolT^ cytokines to tie 
: U Ure Was n ^essary to observe optimum growth of adult cells AfS 3 weeks 
to 2of fo^d't'h RA ; SUP :: Cells ex P and ed -ell (respectively 100- to 500- and 70^ 

vLibW differL^TH" ii 1111 ^ 6 " " 3 ex P eriments > < -d both subsets produced 
visibly differentiated cells; however, cultures of ra c, nri -~o-n„ j- n 
clusters of small blasts resembling cobblestone IreTs. dls P la ^d more 

Detailed Description Text (84) • 
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myeloid antigen CD33. with no detectable CD19.sup. t lymphoid cells . 
Detailed Description Text (90) : 

The capacity to differentiate into B-cells was analyzed after co-culture on AC 6 21 

?et a rand n LTT ^ knOW1 t0 SU ^° rt human B ""H differentiation from 

fetal and adult bone marrow CD34.sup.+ Lin. sup.- cells. Baum et al (1992) ^ 

KS l Tr n ^" 4) - AS dSSCribed above < ^-aup. + and S sup- ce is gkw on 

IS™ Presence of IL - 3 ' and LIF . Cultures derived from Z S L + 

tSbS" 4 T" C6llS alm ° St exclusi -ly imposed of CD33.sup. + myeloid ctllT 

Detailed Description Text (108) : 

CD 3 f supT!^ b6en demon f trated that NK cells can be differentiated from 
CD34.sup.+ bone marrow cells with IL-2 and stroma. Miller et al (iw) rtL^ 
80:2182-2187; andLotzova et al . (1993) J . Immunol. 50?5263-5269 Tnl abUitv of 
the murine stromal cell line AC6.21 to support NK cell differentiation was 
exammed. Cells sorted into CD34.sup. + Lin. sup.- subsets, as descried in Example 
1, were assayed for NK cell differentiation as follows. aescri ^d m Example 

Detailed Description Text (110) • 

conjugated an tl -CD56 and FITC conjugated anti-CD3 MABs or their appropriate 
^^^^t^ZS^^' C611S "™ °" ' -£aTf Increscent 

Detailed Description Text (111) : 

Under these conditions, within 2 too 3 weeks RA =mr> 4. r^iio ^ -1 ^ • 

stroma CD56+CD3 . sup . - NK cells produced in the culture also destroyed the 

Detailed Description Text (116) • 

cnff IT ° f ^ CD34 " SU P- + Lin. sup.- CD10.su P . + cells into CD34 sup - 
Sr;r!°c^? £0r,, " d (n : 6 '- " di ««<-"a"°* potential of Id 4.sup ♦ lln sup - 
Other Re ference Publication (67) .- 

characterizatl!?^ Cel1 " ass ° ciat ed hematopoiesis : Immortalization and 

77?1723 ^733 " " P marrow-derived stromal cell line" Blood (1991) 

Other Reference Publication (73) : 

Whitlock et al . , "Bone marrow stromal cell line* wii-v, 1,^1,^ • *. • 

egress high ievels of a pr.-B"l^. 1 .^^tS t i5oi^ 0 2S 0 ,S" i :j, l ., 9 . 
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L10: Entry 175 of 237 



Nov 3, 1998 



DOCUMENT- IDENTIFIER: US 5830682 A 
TITLE: Preparation of immortalized cells 

Brief Summary Text (26) : 

In another aspect, the invention provides immortalized prostatic lineage cell lines 
from a growth suppressor deficient mammal. Preferably the cell lines are from a P53 
deficient mouse The cell lines include epithelial lineage cell lines characterized 
by expression of cytokeratins . The cell lines also include stromal lineage cell 
lines characterized by expression of smooth-muscle actin or prolyl -4 -hydroxylase . 

Detailed Description Text (129) : 

Isolation of Immortalized Prostatic Epithelial and Stromal Lineage Cell Lines 
Detailed Description Text . (13 0) : 

Pr °^ a J e * issue c °ntains epithelial and stromal cells. There are three subtypes of 
epithelial cells: (l) secretory luminal cells, which line the prostate ducts 
express cytokeratins 8 and 18, and in humans, produce PSA and other prostatic 
products; (2) basal cells, which rest on the basement membrane, express 
cytokeratins 5 and 14, (and are considered by some to be the "stem" cells) (Peehl 
et al., Cell Tissue Res. 277, 11-18 (1994); and (3) endocrine/paracrine cells 
which reside among the secretory cells in all parts of the prostate. The origin and 
function of these cells are currently unknown. They can be identified by the 
expression of chromogranin A (Bonkhoff & Remberger, The Prostate 28, 98-106 
(1996)). Stromal cells are subdivided into fibroblasts (detected by prolyl 4- 
hydroxylase) and smooth muscle cells (detected by smooth-muscle actin) (Kassen et 
al., The Prostate 28, 89-97 (1996). 

Detailed Description Text (131) : 

Prostatic epithelial and stromal cells can be obtained from mammals such as P53- 
deficient mice by established procedures. See Orlowski et al . , J. Androl 3-232- 
240; Montpetit, Prostate 15, 315-325; Turner, In Vitro Cell Dev. Biol. 26, 722-730- 
Kassen, Prostate 28, 89-97. Prostatic tissue is minced into small fragments, and ' 
the fragments digested with 1% collagenase, 1% trypsin and 0.1% hyaluronidase at 
37. degree C. for 3-4 hr. The cells are collected by centrifugation and added to 
the top of a preformed Percoll density step gradient. Cells from different 
fractions of the gradient are plated on f ibronectin-coated plates in RPMI 1640 
medium containing 10% fetal calf serum and characterized by their morphology. Cells 
with an epithelial morphology are grown in DMEM/F12 medium containing 10 nq/ml 
cholera toxin, 10 ng/ml epidermal growth factor, 4 .mu.g/ml insulin, 10 .mu.g/ml 
transferrin, 1 .mu.g/ml hydrocortisone, 1 .mu.g/ml dihydrotestosterone, 
100 .mu.g/ml bovine pituitary extract, 100 .mu.M phosphoethanolamine, 3 0 nM 
selenous acid, and 2 .3 .mu.M . alpha . -tocopherol . Turner et al . , supra,- Peehl et 

^tro™/^? f 611 D6V - BiDl - 24 ' 530 " 536 -> Cells "ithout an epithelial morphology 
( stromal cells ) are grown in RPMI 1640 medium supplemented with 10% fetal bovine 
serum (Kassen, supra) . Cells surviving about 80 passages are immortalized. Cells 
can be verified for retention of differentiation markers at intervals through the 
passaging. Immortalized cell lines can be promulgated from isolates of the 
surviving cells. The identity of the cell types isolated is verified by 
immunostainmg with antibodies to cytokeratins (epithelial cells) , smooth-muscle 
actin (smooth muscle cells), and prolyl -4 -hydroxylase (fibroblast;). Se three 
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types of epithelial cells can be distinguished by the differentiation markers noted 
above. Peenl et al . , supra; Bonkhoff & Remberger, supra; Kassen et al . , supra. 

Previous Doc Next Doc Go to Doc# 



http://westbrs:9000/bin^ Messa... 



2/16/05 



Record Display Form 



Page 1 of 3 



FirstHit Fwd Refs Previous Doc Next Doc Go to Doc# 



L10: Entry 184 of 237 FHIp- ttcjdt 

bxie. USPT jun 9, 1998 

DOCUMENT- IDENTIFIER: US 5763197 A 
TITLE: Human hematopoietic stem cell 

Brief Summary Text (31) : 

I™2n h * eCt iT mPOSiti ° nS f ° Und t0 prOVide for Paction of myeloid cells and 

lymphoid cells in appropriate cultures, cultures providing hydrocortisone for 
l° Ctl ° n ° f m ^ oid cells (associated with Dexter-type cultures) and B 
lymphocytes an cultures lacking hydrocortisone, (associated with Whitlock-Witte 
2?rh « ltUreS) % In each . of the cultures, mouse or human stromal cells are provided 
which may come from various strains, AC 3 or AC6 , stromal cells derived from mouse 

ce'nrandlne lT k l "ST" % ^ maintain hlan ™ 

cells, and the like. The medium employed for the culturing of the cells is 
conveniently a defined enriched medium, such as IMDM (Iscove fs Modified Dulbecco • s 
a^acid 1 ° f IMDM ^ RPMI ' and wil1 generally be composed o = s 

™tll calf h' 5 - t t meS : 1 °- s ^-- 5 M 2 " ME ' streptomycin/penicillin and 10% 

*r-l \ I ' ^ ^ bS chan 9 ed fr ° m time to time, generally at least about 

n " W1Ce we f • Particularly, by transferring cells from one culture Tth 

nrodn^" 1S T' ^ f her CUltUre With ° Ut hydrocortisone, and demonstrating the 

presence of IhrSf 8 the / if f erent ^-ages in the different cultures, the 
Sentifv Ln stem cell and its maintenance is supported. In this manner, one may 
identify the production of both myeloid cells and B-cells. 

Brief Summary Text (36) : 

condHMo" 1 T 11 ". ha l been isol ated, they may be propagated by growing in 
frof ^ medlut \ from stromal cells, such as strong ^nAL. ca = be obtained 

from bone marrow, fetal thymus or fetal liver, and are shown to provide for the 
secretion of growth factors associated with stem cell maintenance, coculturing with 

, tr " al ce ] ls '- or in ^dium comprising maintenance factors support ing"he 
proliferation of stem cells, where the stromal cells may be allogeneic or 
xenogeneic Before using in the cocultu^e, the mixed stromal cell preparations may 
removal f * emato Poietic cells employing appropriate monoclonal "antibodies "r 7 
IZZZt I t ^desired cells, e.g., with antibod y- toxin conjugates, antibody and 
complement, etc. Alternatively, cloned stromal cell ^in^ may be used where the 
stromal lines may be allogeneic or xenogeneic . 

Brief Summary Text (37) : 

The subject cell compositions may find use in a variety of ways. Since the cells 
suble^to cXLtT ^ t0 — titute ^lly an irradiated host and/or a Jos t 

^articu^ 

thr^e^elL'^be^us^r^ 1 ^ 1011 " d of hamtopoLSc Thus, 
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Brief Summary Text (41) : 

^\" 11S K may b !„ fr °! en at 1±quid nitr °9 en temperatures and stored for long periods 
in r™Sr?n V Capabl£ ° f bSin9 rSUSed - The Cells wil1 usually be stored 

in 10% DMSO, 70% autologous plasma (irradiated with 2500 rad) , 20% Tcl99 (Tissue 
culture medium) . Cells are frozen in a programmable cell freezer to -180 degree C 

or si^t n ^ 9en - 0nC V5 aWed ' CellS may be ex P and «d by use of growth factors 

or stromal cells associated with stem cell proliferation and differentiation. 

Detailed Description Text (9) : 

wh^Mo^ mU ^ n ? S T ma V e11 lines w "e employed, three of which are described in 
Whitlock etal., cell (1987) 48:1009-1021. Confluent stromal cell layers were 

m a d^ in I ?V° 3 " 4 WSekS With ° Ut paSSage by changing of the tissue culture 

medium every 5-7 days. To passage, the stromal cell layers were washed 3 times with 
serum-free medium, then overlaid with 2 . 5 ml (T-25 flask) of 0.5 mg/ml coUagenase 
dispase (Boehringer-Mannheim, Indianapolis, Ind.) in serum-free medi™ She 
cultures were allowed to incubate 15-30 minutes at 37. degree. C. ; then'the cells in 

The strorr° n ^ inin9 mediUm COllected and RPMI-1640 medium with serum added 

The stromal cells were suspended by pipetting with a Pasteur pipet, then cultured 
si™t Y i at 1/5t W/ 50th the original cell concentration, ^general? confluent 
ftpmal layers subcultured at 1:10 reached confluency again after 5-7 days 
Subclones were obtained by limiting dilution culture from 30 to 0.3 cells per well 
Human stromal cell lines were treated similarly. P 



Detailed Description Text (13) : 
Bulk cultures are obtained by placing the human cells on the previously established 
Ttltlt^ ye V f ° r hUman ^romal cell lines. From 3.?imes." sup 4 to 

2. times 10. sup. 5 cells per ml are placed on the stromal cells in either T-25 flasks 

25 flTst Iso^a Y f^^r ° f 3 ^ t0 SaCh weir ^ * -11 plate or 5 ml to" 
25 fla ^: * 50:50 mi *ture of RPMI-1640 and IMDM containing 50 .mu.g/ml 
? e Mm^ i'n • m ^? /ml streptomycin, 1 mM sodium pyruvate, 2 mM glutamine, 

DexJer ;^' SUP- ; . erCaPt ° ethan01 and 10% fetal calf serum is employed. For 
Dexter-type conditions, IMDM containing 50 .mu.g/ml penicillin/50 mu g/ml 
streptomycin, 1 mM sodium pyruvate, 2 mM glutamine, 10% fetal calf serum 20% horse 
serum and 10 sup -6 M hydrocortisone sodium succinate is employed Bone marrow 
cells grown in the Dexter-type medium give rise only to myeloid differentiation 
Cultures were established with whole cell populations or Sells fractionated by 
their expression of cell surface antigens (CD34, HLA-DR, Thy-1, Lineage markeL) . 
Detailed Description Text (14) : 



±-"^<-gj.j.cu. Jjeacripuion Text (14) : 

stroma^cellT aTco^f Sent USin9 ^ Plat6S contain -g the mouse 

tr ° mal Cel ^ s f s con fluent layers. The human cells were titered into the elates at 
progressively lower concentrations with at least 24 wells plated at each 
concentration. The plates were then examined to determine the percentage of 
positive wells at each cell number. The data is then plotted graphical??. 

Detailed Description Text (16) : 

Cocultures established with the mouse bone marrow stromal cell lines AC 3 or AC 6 
fibrobl^ SUCCeSSfully as feed - ^yers for human^i^res and nave JnhiMtJd 
fibroblast overgrowth at low cell densities. ■ eQ 

Detailed Description Text (18) : 

(2) Cultures show small to medium sized human bone marrow cells attached to the 
mouse stromal cells and proliferation occurs over the first one to thr-tt t * 
culture; thereafter they remain fairly stable W£ekS ° f 

Detailed Description Text (19) : 

(3) Cells form loose aggregates consisting of non-adherent and adherent cells 
overlying stromal cells which in turn overlie small to intermediate sTzed ce!ls 
(pseudo-empenpolesis) . Overall, the appearance of the cultures ts simUar "o Luse 
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long-term cultures. 



Detailed Description Text (24) : 
In addit." 



, a single cell assay has been developed in which single FACS sorted 
progenitor cells are placed into individual wells of a 96 well plate containing a 
mouse or human bone marrow stromal cell feeder layer. Results shown on Table 7 
indicate that 1 m 40 CD34 + LIN. sup. - (Lin=CD3, 10, 19, 20, 15 33) or 1 in 80 
CD34+ Lin + cells respond by colony formation (0.5-1% of bone marrow). Analysis of 

p£cs and n met S nvf ^ f 40% ° f the COl ° nieS ^ ^ipotent as determined by 

Lin and !n ? T , anal Y s ^ <B lymphoid, myeloid, erythroid) in the CD34 + 

Lin- and CD34 + Lin + populations respectively. Further, CD34+ Thy+ cells (0 1-0 5% 
of bone marrow) show colony growth in 1 in 20 wells. The majority of the colonies 
ll^TofTrlt^ Th % CD34+T ^ + Cells •« the most efficient population In 

terms of growth after transfer to new stromal layers. In contrast, the CD34 + Thy- 

assay'- fin 400^1 r% >9 ° % °f ^ CD34+ C6llS ' reSP0nd P °° r ^ in the co-culture^ 
assay 1 in 400 cells form colonies, none of which are multipotent. The Thv+ 
population can also be subdivided according to expression of mature lineage 
markers. The Thy + Lin- cell subset (0.1-0.5% of bone marrow) responds wSJ in the 

anS 9 meth e ! ??T ^ ^ ^ Lin+ SUbSStS Poorlj To/800^. FACS 

and methylcellulose assays show that >70% of the colonies derived from Thy + Lin 
cells are multipotent. The above data indicates that -stem cells" are preset in 

markS^ls^h ^'t" ^ ^ bUt laCk expression ofL^age 

markers. Cells with this phenotype represent fewer than 1 in 1000 whole bone marrow 

Detailed Description Paragraph Table (7) .- 
TABLE 7 

WELL S ^CO LON IE S ^ ^ " " ™«* « ^^^S^^S^ 

CD34 + Lin- 1/40 40 CD3 4 + Thy + 1/20 75 CD34 + Thy- 1/400 0 ^t^YslV o^y^in- 

Jgng cell feeder layer. 'Numbers represent the frequency of cells which ga^ 
HlV.t COl ° nieS ° f >10 ° cells - The n«Wbers represent the average of at Jeast three 
separate experiments constituting at least 10 96 well plates. -Numbers represent 
the percentage of colonies arising from single cells which contained cells of the 
Blymphoid CD10 + , CD19 + ) , Myeloid (CD15 + , CD33 + , GMCFU) and erythroid (BFVef 
lineages simultaneously. 1 ue ' 
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DOCUMENT- IDENTIFIER: US 5665557 A 

** See image for Certificat e of Correction ** 

Ie^ : nnn t ?°f'° f a Population of cells enriched for hematopoietic stem 

cells populations of cells obtained thereby and methods of use thereof 

Drawing Description Text (36) : 

of «o 5 ^ 404 RPMI 1640 med? ™' °"» ^ 'hr«l" U S y b e eSLSdtv u a 

SfSilS" " l£Ml CSllS "^""l " ith Proliferation and * 

Drawing Description Text (45) : 

Once the CDwl09.sup. + cells have been isolated, they may be propagated on stromal 
^t^^3r^~^ that °T be ° btained fr ° m *™ "-row, feta! fgSs^or 
H t0 provide for the secretion of growth factors 

Drawing Description Text (46) : 

The sup^^ enCom P asses method s of use of the CDwl09.sup. + cell populations 

He cenfare naive mP th ltl0nS ^ " ^ m£th ° d kn ° Wn in the ««= Since 

host Juch afan 111** ^A" ^ U " t0 fUllY reconstit ^e an immunocompromised 
Tf lJT* \ irradiated host or a host subject to chemotherapy; or as a source 

nd^Lr-tS^ 

comm^^ ^ lik6 ' ^ - Str ° mal CellS "-eclated -th the cells "becoming " 

diSrSi^^^ 

hlmatopoietic f ^°""^ With the di «— Nation and Oration or" 
determine t^ Tr-l I' '5? CDwl09 - su P-+ cells may be used in assays to 

determine the activity of media, such as conditioned media, evaluate fluids for 
cell growth activity, involvement with dedication of particular lineages or tL 

Detailed Description Text (43) : 

AC6.21 mouse BM stromal cells were plated in Whitlock-Witte media in wells of 
cans/ °lf 1U r? AC6 ' 21 " " -i^"o? "f 3o" 
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latlT ET ■ IF* Biosciences) and 10. sup. -6 M 2 -mercaptoethanol (Sigma, St. 
Louis, Mo.), m the absence of growth factors, or 100 to 1 cell/well in the 
presence of purified human recombinant interleukin-6 (IL-6, 10 ng/ml) and leukemia 

rlctorf ^ ^ W6r ! W6ekly With medium containing the same growth 

factors, in the presence of growth factors, cobblestone areas of more than 50 cells 

wS S33 PE ITr^^T ^ W6ekS - At 5 WSekS ' Cells — harvest^ a^d stained 
Ti^vS l~ f ^ CD 19-FITC or CD34 (HPCA2) -PE (Becton Dickinson) or relevant 

Detailed Description Text (45) : 

These results indicate that cells forming cobblestone areas in 5 week coculture 
™ ?„o mUrin ^ Str0mal cel1 line AC6 -21 ^re exclusively contained within tne 

a" gh'^vel of ^aVf^VS " + "J' 3 ^ ^ ^ly^s^trated 
anign level of CD34.sup.+ cell maintenance, B cell and myeloid cell co -product i or, 
f" 5 weeks in cultur e indicating the presence of HSC activity in this 

suoTLlf T • T C f «" enriched in the CDwl09 subset of 

not « P ; -w °u MM com P ared to the CDwl09 . sup . - subset. The difference is 

not as atnking. as that seen in FBM, which may be due to sort purity 

Other Reference Publication (8) : 

Whitlock et al., "Bone marrow stromal cell lines with lymphopoietic activii-v 
express h lg h levels of a pre-B neoplasia-associated moleTuS Cel] i USSV «:1009- 
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LI: Entry 18 of 2 0 File: ugpT 

US -PAT-NO: 5716616 

DOCUMENT- IDENTIFIER: US 5716616 A 

"«a E ct«°L a r? y ~e?:c« £or treatin9 diseases ' diB °**-° « 

DATE-ISSUED: February 10, 1998 
INVENTOR- INFORMATION : 

NAME CITY STATE ZIP CODE COUNTRY 

Prockop; Darwin J. Philadelphia pa 

Pereira; Ruth F. Lansdowne PA 

Leeper; Dennis B. Wynnewood PA 

O'Hara; Michael D. Wyncote PA 

US -CL- CURRENT: 424/ 93.7 ; 424 / 93.71 , 424 / 93.72 , 424/ 93.73 

CLAIMS : 

We claim: 

i; n i? eth ° d ° f treatin 9 a Patient who is suffering from a disease, disorder or 
condition characterized by a bone defect comprising the steps of: 

h! J!^ 111 ^ 9 a . b ° ne marr ° W SamplS from a donor who is n °t suffering from a 
disease, disorder or condition characterized by a bone defect; 

b) isolating adherent cells from said sample; and, 

lLlt^ iS ^ rin9 , bY ^ travenous infusion to said patient an amount of said 
isolated adherent cells effective to treat said disease, disorder or 
condition, wherein said patient undergoes bone marrow ablation prior to 
administration of said isolated adherent cells. 

i nt ^ p ;f h ° d ° f Claim 1 herein said adherent cells are administered by 
intravenous infusion to said patient together with non-adherent cells from a 
bone marrow sample from a donor who is not suffering from a disease disorder 
or condition characterized by a bone defect. 

3 The method of claim 1 wherein said disease, disorder or condition is 
osteogenesis imperfecta. on 1S 

mut^ion eth ° d ° f Claim 1 WhSrein Said b ° ne dSfeCt is due to a collagen gene 
5. The method of claim 1 wherein said donor is syngeneic with said patient. 
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6. The method of claim 1 wherein said isolated adherent cells are cultured to 
expand the number of said cells and said expanded culture is administered to 
said individual . 

7. The method of claim 6 wherein said disease, disorder or condition is 
osteogenesis imperfecta. 

8. The method of claim 6 wherein said bone defect is due to a collagen gene 
mutation. 



9. The method of claim 6 wherein said donor is syngeneic with said patient. 
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Ll: Entry 14 of 20 File: USPT Nov 25, 2003 

US-PAT-NO: 6653134 

DOCUMENT -IDENTIFIER: US 6653134 B2 

** See image for Certificate of Correction ** 

TITLE: Isolated stromal cells for use in the treatment of diseases of the central 
nervous system 

DATE-ISSUED: November 25, 2003 
INVENTOR- INFORMATION : 

NAME CITY STATE ZIP CODE COUNTRY 

Prockop; Darwin J. Philadelphia PA 

Stokes; David G. Willow Grove PA 

Azizi; S. Ausim Philadelphia PA 

US -CL- CURRENT: 435 / 377 ; 435 / 366 , 435/368, 435/372, 435 / 373 

CLAIMS : 

What is claimed is: 

1. A method of directing the differentiation neural of an isolated stromal 
cell into a neural cell, comprising culturing said isolated stromal cell in 
the presence of a substantially homogeneous population of differentiated 
neural cells whereby said isolated stromal cell differentiates and acquires 
the phenotypic characteristics of said differentiated neural cells. 

2. The method of claim 1, wherein said differentiated cells are astrocytes. 
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